Background: The purpose of this study was to determine the effects of isoflurane, sevoflurane, propofol and alfaxalone on the canine brain metabolite bioprofile, measured with single voxel short echo time proton magnetic resonance spectroscopy at 3 Tesla. Ten adult healthy Beagle dogs were assigned to receive isoflurane, sevoflurane, propofol and alfaxalone at 3 different dose rates each in a randomized cross-over study design. Doses for isoflurane, sevoflurane, propofol and alfaxalone were F E 'Iso 1.7 vol%, 2.1 vol%, 2.8 vol%, F E 'Sevo 2.8 vol%, 3.5 vol% and 4. 7 vol%, 30, 45 and 60 mg kg − 1 h − 1 and 10, 15 and 20 mg kg − 1 h − 1 respectively. A single voxel Point Resolved Spectroscopy Sequence was performed on a 3 T MRI scanner in three brain regions (basal ganglia, parietal and occipital lobes). Spectral data were analyzed with LCModel. Concentration of total N-acetylaspartate (tNAA), choline, creatine, inositol and glutamine and glutamate complex (Glx) relative to water content was obtained. Plasma concentration of lactate, glucose, triglycerides, propofol and alfaxalone were determined. Statistics were performed using repeated measures ANOVA or Wilcoxon Sign Rank test with alpha = 5%. Results: Plasma glucose increased with isoflurane, sevoflurane and alfaxalone but decreased with propofol. Plasma lactate increased with all anesthetics (isoflurane > sevoflurane > propofol > alfaxalone). Cerebral lactate could not be detected. Only minor changes in cerebral metabolite concentrations of tNAA, choline, inositol, creatine and Glx occurred with anesthetic dose changes. Conclusion: The metabolomic profile detected with proton magnetic resonance spectroscopy at 3 Tesla of canine brain showed only minor differences between doses and anesthetics related to tNAA, choline, creatine, inositol and Glx.
Background
Injectable as well as volatile anesthetics influence cerebral metabolism. The classic paradigm that neuronal activity ≈ metabolism ≈ blood flow has been used to study the effect of anesthetics on brain metabolism. Positron Emission Tomography studies with 2-deoxy-2( 18 F)fluoro-D-glucose to determine the cerebral metabolic rate of glucose (CMRglu) as an indirect measure of neuronal activity [1] found a consistent suppression of CMRglu under isoflurane, sevoflurane and propofol with varying impact on different brain regions in man [2] [3] [4] [5] [6] . Cerebral metabolic rate of oxygen is also reduced by sevoflurane, propofol, isoflurane and also Althesin® (a combination of 9 mg mL − 1 alfaxalone-and 3 mg mL − 1 alfadolone acetate) [7] [8] [9] . In microdialysis studies in rodents [10, 11] volatile anesthetics led to a rapid and dose-dependent increase in cerebral lactate levels without changes in cerebral glucose levels. Ketamine/xylazine, and chloral hydrate moderately increased cerebral lactate, but cerebral glucose levels rose markedly. Both propofol and pentobarbital did not affect cerebral lactate levels and only propofol led to a minor increase in cerebral glucose.
Brain metabolism can also be investigated by magnetic resonance spectroscopy (MRS), which is a non-invasive magnetic resonance imaging technique that allows the determination of the biochemical composition of the brain in vivo for accurate identification and quantification of metabolites in localized brain regions [12] [13] [14] . With proton magnetic resonance spectroscopy ( 1 H MRS) at 3 Tesla several metabolites can be identified in the normal brain, such as N-acetylaspartate (NAA), choline, creatine, myo-inositol, and sum of glutamate and glutamine (Glx) [15] [16] [17] [18] . At > 7 Tesla, the spectral differentiation between the glutamine and glutamate is complete, and other smaller metabolites like glucose and GABA are well depicted [19, 20] .
Several 1 H MRS studies have been performed to investigate metabolism within the brain under general anesthesia in rodents [21, 22] , monkeys [23] , humans [24] and dogs [25] . The main findings of these studies [21] [22] [23] [24] were the increase in cerebral lactate under the dose-dependent influence of volatile anesthetics independent of plasma lactate [21] [22] [23] . They also found increases in other cerebral metabolites, especially glutamate, alanine and creatine. These changes have been shown to be fully reversible within minutes after completion of the anesthesia [21] . On the other hand, the injectable anesthetics and premedication drugs ketamine/medetomidine, medetomidine, pentobarbital, fentanyl, diazepam and propofol did not influence cerebral lactate concentration [21, 22] .
In veterinary medicine, clinical MRI can only be performed under general anesthesia. Recently, relative metabolite concentrations and their ratios in the brain of healthy beagle dogs under general anesthesia have been published [15] [16] [17] , as well as a few clinical studies [26, 27] using different anesthetic protocols. Since the influence of anesthetics on the canine brain bioprofile at 3 Tesla is actually not known, the purpose of the study reported here was to determine the possible effects of the commonly used anesthetics isoflurane, sevoflurane, propofol and alfaxalone on canine brain bioprofile assessed with single voxel short echo time proton magnetic resonance spectroscopy at a field strength of 3.0 Tesla. Secondary aim of this study was to evaluate the possible effects of the anesthetics on plasma levels of lactate and glucose.
Our hypothesis was that volatile anesthetics isoflurane and sevoflurane, but not the injectable anesthetics propofol and alfaxalone, cause a dose-dependent increase in cerebral lactate. Furthermore, we hypothesized an increase in cerebral levels of creatine and glutamate under influence of volatile anesthetics compared to the injectable anesthetics propofol and alfaxalone. Regional differences in cerebral metabolites were anticipated to be independent of anesthetics.
Methods
All animal procedures were performed according to the German animal protection law after review and approval by the ethical committee for animal experimentation of the Federal State Office for Consumer Protection and Food Safety of Lower Saxony, Germany (3392 42,502-04-13/1252).
Animals
Ten purpose-bred (purpose bred at our own institution) adult Beagle dogs (8 neutered males and 2 spayed females) were included in the study. Age ranged from 32 to 91 month (mean ± SD, 50.7 ± 22.2 months) and the weight ranged from 11 to 21.8 kg (mean ± SD, 16.5 kg ± 3.2).
The dogs were housed in groups of 5 to 6 dogs per group with daily periods in enriched outside runs and regular walking by veterinary students. Ambient temperature is regulated to 18-21°C. The dogs received commercial dog food (Hills VetEssentials Canine adult) according to body weight, twice daily except on study days.
Health status of the dogs was confirmed by a clinical and neurological examination and complete blood count and blood chemistry. Physical status was classified according to the American Society of Anesthesiologists (ASA) physical status classification system as ASA I.
Study design
The study was performed as a randomized, experimental trial in a complete cross-over design with four treatments [isoflurane (I), sevoflurane (S), propofol (P), alfaxalone (A)] and a wash out period of at least 14 days between treatments.
Instrumentation
All dogs were fasted overnight, water was available until the trial started. Blood was drawn from the jugular vein for analysis of blood gases, electrolytes, plasma lactate, plasma glucose and plasma triglycerides. A peripheral venous catheter was placed into the cephalic or lateral saphenous vein for induction and maintenance of anesthesia (treatment P and A) and cardiovascular support (treatment I, S, P, A). A central venous catheter was placed into the right or left jugular vein for blood sampling. All dogs were wrapped in self-made bubble wrap vests equipped with 41°C warm gel heat pads for temperature management. Earplugs were used for noise protection.
Anesthetic protocol
In treatment I and S dogs were induced by mask with 5% isoflurane (Isofluran CP®, CP-Pharma) or 6% sevoflurane (SevoFlo®, EcuPhar GmbH) in 100% oxygen with a flow of 8 L min − 1 . In treatment P and A, induction took place with 10 mg kg − 1 propofol (Narcofol®, 10 mg mL (Fig. 1 ). These anesthetics were administered as an incremental increase in dose rate to try and avoid period to period interaction with the possible accumulation of the injectable anesthetics.
After induction, intubation and instrumentation the animals were placed in sternal recumbency in the MRI scanner and the first equilibration phase started (in treatment I and S additional time was needed to adjust the endexpiratory concentration before each equilibration phase).
Volume-controlled intermittent positive pressure ventilation was adjusted to maintain end tidal CO 2 in the eucapnic range of 35 and 45 mmHg. Measurements included pulse rate, SpO 2 , P E 'CO 2 , respiratory rate, inspiratory and expiratory isoflurane-, sevoflurane-and oxygen concentrations and body temperature.
For cardiovascular support a buffered balanced electrolyte solution (Sterofundin®) and 6% HES 130/0.42 (Venofundin® 6% HES) at a rate of 5 mL kg − 1 h − 1 dobutamine 3 μg kg − 1 min − 1 was administered to support cardiac output. Infusion rates of Sterofundin® were reduced with increasing infusion volume of injectable anesthetics, respectively.
The dogs were recovered in a quiet environment and warmed until physiologic body temperature was reached. They were returned into their group on the following day.
Blood sampling
Blood samples for plasma lactate, plasma triglycerides, blood gases and plasma glucose were taken after each measurement period via the central venous catheter. In Treatment P and A, additional blood was taken for plasma concentrations of propofol and alfaxalone at the Fig. 1 Schematic timeline for propofol and alfaxalone (a) and isoflurane and sevoflurane (b) The 30 min equilibration phase was followed by a measurement period of approximately 30 min where a total of three measurements were performed (BG, PL and OL). For treatment I and S the end expiratory concentration had to be adjusted before each equilibration phase. Jugular venous blood samples were taken for serum glucose, lactate and plasma concentrations of propofol and alfaxalone end of each measurement period before increasing the dose rate (Fig. 1) . Plasma glucose concentration (Reflovet® Plus -Roche; reflexionphotometric measurement) and blood gases (ABL80 FLEX -Radiometer GMBH; amperometric/potentiometric measurement) were measured immediately whereas blood samples for plasma lactate, plasma triglycerides and plasma concentrations of propofol and alfaxalone were centrifuged at 11,800 rpm for 2 min, plasma was separated and immediately stored at − 82°C until analyzed. Plasma lactate and plasma triglycerides were analyzed via absorption photometric measurement (cobas c311 -Roche Hitachi). Propofol plasma concentrations were quantified by means of gas chromatography -mass spectrometry (GC/ MS) after solid-phase extraction and alfaxalone plasma concentrations were determined with liquid chromatography -tandem mass spectrometry (LC/MS) after solid phase extraction [29] .
Imaging protocol
Magnetic resonance imaging was performed with a 3.0 T Philips Achieva MRI scanner (Philips MedicalSystems, Best, the Netherlands) with a 8-channel receivetransmit knee coil (Philips MedicalSystems, Best, the Netherlands). For morphological imaging of the brain, transverse, dorsal, and sagittal turbo spin echo T2-weighted images were performed. Scan parameters were as follow: echo time, 80 milliseconds; repetition time, 3000 milliseconds; turbo spin factor, 15; matrix, 256 × 204; slice thickness, 3 mm; number of signal averages, 1. These images were performed during the first 30 min equilibration phase to reduce total time of anesthesia.
Single voxel 1 H MRS was performed by one of the investigators (FS) by use of short-echo time point resolved technique (PRESS) with voxels graphically prescribed from the T2-weighted images. Volume samples were performed over various regions of the brain parenchyma, including left basal ganglia (voxel of interest 1.5 cm 3 ), left parietal lobe (voxel of interest 1.95 cm 3 ) , and midline occipital lobe (voxel of interest 1.5 cm 3 ) (Fig. 2) . Only the left hemisphere was analyzed, based on a previously reported study, in which differences in the metabolite concentration between left and right hemispheres were not found in the canine brain [15] optimized with a second-order automatic pencil-beam shim, which was followed by water suppression techniques (excitation). A water-unsuppressed image was also acquired to serve as a concentration reference for quantifying metabolite concentrations. In addition to a typical shim time of 2 min, each examination was acquired in 8 min and 36 s. Rejection criteria for the 1 H MRS data were presence of an unstable baseline, line width > 10 Hz, signal-to-noise ratio < 6, presence of artifacts, or presence of lipid contamination.
Data processing
Metabolite concentrations were estimated with an automated data processing spectral fitting (linear combination model) algorithm (LCModel). The software automatically adjusted the phase and chemical shift of the spectra, estimated the baseline, and performed eddy current correction. Relative metabolite concentrations and their uncertainties were estimated by fitting the spectrum to a basis set of spectra acquired from individual metabolites in solution. Seventeen metabolites were included in the linear combination model (alanine, aspartate, glucose, creatine, phosphocreatine, glutamine, glutamate, glycerophosphocholine, phosphocholine, lactate, lipids, myoinositol, N-acetylaspartate, N-acetylaspartylglutamate, scylloinositol, glutathione, and taurine). Only those metabolites with CRLBs < 20% were evaluated in this study.
One investigator (FS) reviewed MRI and 1 H MRS images. The MRI images were assessed for abnormalities such as changes in signal intensity of the gray and white matter, presence of space-occupying lesions, mass effect, or ventriculomegaly. Metabolite concentrations relative to water and metabolite ratios with creatine as a reference were calculated from the 1 H MRS data.
Statistical analysis
No comparable study on cerebral has been performed in dogs, so that a priori power analysis for calculation of sample size was based on the effect size from Jacob et al. 2012 performed in humans using a power of 90% and an alpha of 0.05. Data were analyzed with aid of statistical software SAS Enterprise Guide (Version 6.1 M1, for Windows, SAS Institute Inc., Cary, NC, USA). Kolmogorov-Smirnov Test and Q-Q plots were used to test distribution of the data. Effect on cerebral metabolite concentrations were analyzed using a repeated measure ANOVA. This was performed for metabolite concentration relative to brain water content itself as well as for calculated metabolite ratios with creatine as internal reference metabolite.
Pearson's correlations were performed to investigate the possible effect of plasma concentrations on metabolite concentrations and the effect of plasma sodium concentration on total NAA and inositol. Arithmetic mean of metabolite concentrations of the three doses for each anesthetic was calculated followed by a repeated measure ANOVA for determination of anesthetic effect. For differences of cerebral metabolite concentrations between investigated brain regions a repeated measures ANOVA for first measurement (equivalent to the second dose) in treatment S was performed. Wilcoxon Signed Rank Test was used for pulse rate, body temperature, plasma levels of lactate, glucose and triglycerides blood gas values as well as plasma drug concentrations. Bonferroni alpha adjustment for correction of alpha-error accumulation was applied when appropriate. Level of significance was set at alpha = 5%. Data are presented as mean ± standard deviation (SD).
Results
The T2-weighted images revealed no morphological abnormalities. Out of 360 planned measurements (10 dogs × 4 treatments × 3 doses × 3 brain regions) 348 spectra were obtained. Inadequate anesthesia led to abortion of trial in three dogs (two dogs receiving isoflurane 1.7 vol% (1.2 MAC) and in one dog receiving propofol only measurements at a rate of 45 mg kg
could be performed). Four spectroscopic measurements were discarded from isoflurane treatment due to insufficient signal-to-noise ratio (BG 2.8 vol% & 1.7 vol% and OL 2.1 vol% & 2.8 vol% -4 measurements). In total, 344 spectra were included in the study. All spectra included were of good quality with a signal-to-noise-ratio (mean ± SD) of 14.07 ± 5.66 and linewidths (mean ± SD) of 4.75 ± 2.37 Hz. Example spectra of all three brain regions of one dog undergoing treatment I are shown in Fig. 3 . Changes in metabolite concentration relative to brain water content between the investigated brain regions followed the same trend with all anesthetics and are exemplary listed for the first measurement (equivalent to second Dose) in treatment S only (mean ± SD displayed in Tables 1, 2 
, 3, 4 and 5).
Creatine concentration differed between all three brain regions. The lowest concentration in parietal lobe differed to the highest in occipital lobe (p < 0.0001) and to basal ganglia (p = 0.0001). Occipital lobe differed also to basal ganglia (p = 0.00156). Glx was lower in parietal lobe compared to basal ganglia (p = 0.0045) and occipital lobe (p = 0.041). Nacetylaspartate is lowest in basal ganglia being significant to the highest concentration in occipital lobe (p = 0.0445). The ratio to creatine was higher in parietal lobe compared to basal ganglia (p < 0.0001) and occipital lobe (p < 0.0001). Total choline was higher in in basal ganglia compared to parietal (p < 0.0001) and occipital lobes (p < 0.0001) but the ratio in occipital lobe was lowest compared to basal ganglia (p < 0.0001) and parietal lobe (p < 0.0001). Myoinositol ratios to creatine were higher in parietal lobe compared to basal ganglia (p = 0.0064) and occipital lobe (p = 0.0002).
A lactate signal was not detected at any time. Few changes in cerebral metabolite concentrations relative to brain water content were found among the doses of the four anesthetics. Significant differences were detected for Glx in treatment I in parietal lobe but these changes did not coincide with either time or dose ( Table 1 ). The total NAA (tNAA) concentration relative to water content in basal ganglia increased in a dose-or time-dependent manner in treatment A to reach a significant level between the first and third dose. Significant differences in tNAA were detected in treatment P in basal ganglia but these changes did not coincide with either time or dose ( Table 2) . Total choline concentration relative to brain water content decreased over time with both volatile anesthetics being significant in all brain regions except for treatment I in the occipital lobe (Table 3 ). Cerebral concentration of inositol revealed no significant differences (Table 4 ). Creatine concentration relative to cerebral water decreased with treatment S time-dependently (Table 5) .
Metabolite ratios were calculated with creatine as internal reference metabolite. Total NAA to creatine ratio in treatment P in the occipital lobe showed significant differences between doses without relationship to dose or time (Table 2) . A reduction in total choline to creatine ratio over time was detected for treatment I in the occipital lobe only (Table 3) .
For comparison of the four anesthetics metabolite concentrations and their ratios with creatine as the denominator were arithmetically averaged over the three doses of each anesthetic. In treatment I higher levels of Glx were detected compared to injectable anesthetics in the parietal lobe (Table  1) . Total choline was lower with isoflurane compared to treatment A in the basal ganglia and treatment P in the occipital lobe (Table 3) and creatine was lower with isoflurane compared to treatment A in the basal ganglia (Table S5) . Metabolite ratios to creatine revealed no significant differences between anesthetics (Tables 1, 2 , 3, 4 and 5).
Plasma concentrations of alfaxalone and propofol showed a wide individual range. Mean plasma concentrations increased with infusion rate with a statistically significant differentiation between the low dose and the middle and high dose, but not between the middle and the high dose for both injectable anesthetics (Fig. 4) . Pearson's correlation asserted no interdependence of plasma concentration of propofol and alfaxalone on metabolite concentration and of sodium levels on total NAA and inositol.
In Treatment P, blood pH, HCO 3 − and sBE decreased. Plasma levels of glucose showed a mild increase in Treatment I but stayed within clinical reference. Plasma lactate increased dose-dependently with both volatile anesthetics and plasma triglycerides increased with administration of propofol (Table 6 ).
Body temperature decreased over time in treatments I, S and A. In treatment P, body temperature started to (Table 7) .
Recovery from Anaesthesia
All dogs in Treatment I and S were extubated within 2-5 min after discontinuing anesthesia and recovery was uneventful. The first dog in treatment A and the first dog in treatment P developed myoclonia and reverse sneezing. Therefore, isoflurane was given for 30 min after discontinuing the constant rate infusion of alfaxalone or propofol to avoid myclonia. After discontinuation of isoflurane the recovery period was uneventful with time to extubation from 23 to 68 min.
Discussion
Using 1 H MRS at 3 T we found no evidence of increased intracerebral concentration of lactate with isoflurane, sevoflurane, propofol or alfaxalone in the canine brain. There were only minor differences between doses and anesthetics related to tNAA, Choline, Creatine, Inositol and Glx.
Cerebral lactate, formerly seen only as a waste product of anaerobe glycolysis is nowadays considered a beneficial metabolite serving as an energy substrate amongst others during hypoglycemia [10, 30] . Cerebral levels of lactate were increased upon exposure to volatile anesthetics in rodents in a reversible manner [11, 21, 22] . This effect was independent of blood lactate concentration. By performing a linear regression analysis of brain lactate measured by 1 H MRS and blood lactate concentration no relationship was determined in rats [22] . Isoflurane was also shown to enhance neuroprotective effects of exogenously administered lactate in an experimental stroke model [10] . As isoflurane led to a 6-fold increase in cerebral lactate in mice, we expected to be able to detect a sufficient lactate resonance in canine brain at 3 T. However, at this field strength we were not able to quantify cerebral lactate. In comparison to our results the previously reported rodent studies [21, 22] were able to reliably detect lactate levels with a field strength of 9.4 T. Jacob et al. [24] published 2-fold higher cerebral lactate values in children with sevoflurane compared to propofol detected at 3 T. However, these data included metabolite concentrations with associated CRLB values of "80% or fewer in 80% of the scans" and thus are not reliable. Uncertainties in metabolite concentrations in LcModel are expressed in CRLBs and in general only values of 20% or less are of acceptable reliability [31] . Lactate resonances in 1 H MRS are only detectable during neuronal stimulation [32] and in pathologic conditions such as neoplastic or inflammatory lesions [12, 14] also in canine brain [27] . Under these circumstances lactate can reliably be detected also at 3 T. In various species and with different measuring techniques it has been shown that halogenated volatile anesthetics increase cerebral levels of lactate [11, [21] [22] [23] . As we did not detect lactate under influence of isoflurane and sevoflurane administered at a dose of 2 MAC we can conclude that halogenated volatile anesthetics do not have an effect on cerebral levels of lactate in dogs. However, technical difficulties such as coupling effects of the lactate doublet [33] and overlapping resonances of lactate and lipids resonating at the same region of the spectrum at this field strength cannot be excluded.
Increased serum lactate with volatile anesthetics can be explained by increased lactate production or decreased hepatic lactate clearance. Volatile anesthetics dose dependently decrease blood pressure by venodilation and reduced myocardial contractility. This could potentially lead to reduced peripheral perfusion with an increase in lactate production and a reduction in hepatic blood flow, thereby, decreasing hepatic clearance. In contrast, desflurane and propofol were shown to even increase peripheral perfusion index in a clinical study in humans by means of a new generation pulse oximeter [34] . Measurement of cardiac output was not performed. In dogs, 1.85 MAC isoflurane tended to increase hepatic blood flow [35] . Various studies have shown effects of Mean ± SD for the three different doses and the arithmetic mean of the three doses for isoflurane, sevoflurane, propofol and alfaxalone in basal ganglia (BG), parietal lobe (PL) and occipital lobe (OL). Different alphabetical superscripts differ significantly (p < 0.05) between different doses of each anesthetic volatile anesthetics on mitochondria [36] [37] [38] [39] . Interference of volatile anesthetics with mitochondrial oxidation of NADH to NAD and thus reduced oxidative phosphorylation resulting in a shift to lactate production was shown for rat liver and monkey kidney cells [40, 41] . Therefore, the observed increased serum lactate levels are more likely related to direct mitochondrial effects than malperfusion. Differences in metabolite concentrations between different brain regions presented in this paper show a similar pattern as previously published for canine brain [15, 17] and were independent of the anesthetic used. In humans, comparison of brain metabolite concentrations measured with different scanners and techniques showed good agreement but absolute values differed [42] . Data from other institutions can only be used as reference but direct comparison of data acquired on scanners from other institutions is not recommended.
In basal ganglia tNAA was the only metabolite showing dose-dependent increase of 8% in dogs receiving alfaxalone, being significantly different (p = 0.0036) between the first and third dose. However, this increase might also be time associated as the dose in treatment P and A increased over time. In the parietal lobe a similar increase was detected but statistical significance was not reached. In the occipital lobe, no changes were noted. The detected increase in cerebral levels of tNAA is unexpected. In pathologic conditions associated with neuronal loss and dysfunction such as demyelinating and neurodegenerative disorders [43] tNAA is decreased. As we did not detect a decrease in tNAA there seems to be no neuronal degeneration or loss occurring during anesthesia. Increases in tNAA are rare and only described for canvan's disease in humans. Canvan's disease is an autosomal recessive leukodystrophy with absence of aspartoacylase resulting in lack of NAA-degradation [12] with increases in tNAA of about 50% or more [44, 45] . To the author's knowledge, this condition has not been reported in dogs and does not explain the detected changes during anesthesia. Mean ± SD for the three different doses and the arithmetic mean of the three doses for isoflurane, sevoflurane, propofol and alfaxalone in basal ganglia (BG), parietal lobe (PL) and occipital lobe (OL). Increase in choline-containing-compounds with isoflurane was described for mice [21] . An increase in cerebral acetylcholine is described for general anesthesia in mice [46, 47] . As changes in cerebral acetylcholine have only little effect on total choline concentration, adrenergic pathways were suggested as the α2-agonist medetomidine revoked isoflurane induced increases in choline containing compounds in mice [21] . We detected a time-dependent reduction in total choline with volatile anesthetics (Table 3) . Predominantly lower levels of total choline were also detected with volatile anesthetics when comparing the arithmetic mean of total choline concentration of the three doses of each anesthetic (Table 3) . Lower levels of glycerophosphocholine and phosphocholine with isoflurane compared to propofol were also depicted in rats [22] . Another study in piglets also reported decreases in Cho [48] and hypothesized oxidative stress due to anesthesia affecting osmoregulation in astrocytes [49] . Isoflurane was shown to cause oxidative stress in human neuroglioma cells [50] whereas propofol had antioxidant properties in cultured astrocytes [51] explaining the different effects on choline levels. Higher levels of Glx were present in in the parietal lobe with isoflurane compared to propofol and alfaxlaone and with both volatile anesthetics Glx was higher than with the injectable anesthetics in other investigated brain regions. Elevated cerebral concentrations of glutamate and glutamine might be mediated by effects of volatile anesthetics on cerebral glutamate transporters and thus interference in glutamate turnover [52, 53] . The changes described here for Glx are, however, not distinctive enough to allow a conclusive statement.
Total NAA and myo-Inositol have been described as cerebral osmolytes [54, 55] . Changes in plasma osmolarity and thus the administered cardiovascular support may have impact on these metabolites. Plasma osmolarity is largely dependant on plasma levels of sodium. Plasma levels of sodium stayed within reference limits but few differences were detected compared to baseline. Pearson's correlation asserted no interdependence of sodium with total NAA and inositol. Also, lack of significant changes in cerebral concentration of these metabolites consistent in all treatments with increasing amount of fluids administered implies, that the chosen cardiovascular support did not affect these metabolites at measured times.
Changes in body temperature were similar for isoflurane, sevoflurane and alfaxalone showing a decrease over time due their effects on hypothalamic thermoregulation and decreased muscle tone and metabolic rate [56] . In dogs receiving propofol body temperature started to rise again after an initial decline with the high infusion rate. A link to propofol infusion syndrome (PRIS) [57] , a contemporary issue in human medicine can be ruled out because rhabdomyolysis, bradycardia, hyperkalemia and other clinical signs of PRIS were not seen in these dogs and overall duration of propofol infusion was short. As the temperature response to high doses of propofol was the same in all dogs, a specific mechanism can be suspected but to the authors' knowledge has not been described before. In conjunction with the decrease in HCO 3 − , sBE, pH and glucose, increased muscle activity induced by high dose propofol is a possible explanation but clinically no increase in muscle tone or muscle twitching was observed during the experiment. The high doses were chosen consciously to better reveal effects on brain metabolites. As these doses exceed clinically administered infusion rates by far, this effect on body temperature is not seen in clinical cases.
Turbidity of hyperlipemic plasma in propofol plasma samples might interfere with photometric measurements of lactate, glucose and triglycerides and might falsify results. However, the lipaemic index as an extinction based reference value did not exceed the critical lipaemic index values specified for the tests used.
Except for high dose of isoflurane and middle and high dose of alfaxalone serum glucose stayed within reference limits but showed slight changes in all anesthetics. Increase in serum glucose during anesthesia is well documented as a result of reduced insulin secretion during anesthesia with different volatile agents in dogs, swine and humans [58] [59] [60] [61] [62] . Propofol was shown to slightly increase insulin secretion in rhesus monkeys [63] leading to lower glucose levels. Alfaxalone was shown to have no effect on glucose and insulin concentration up to 15 min after bolus induction in acepromazine and hydromorphone premedicated dogs [64] . When administered in supraclinical doses over a long period, our data suggest a similar effect on glucose as with volatile anesthetics but insulin concentration was not determined.
Several limitations of this study can be specified concerning magnetic resonance protocol, post processing procedure and anesthetic management. Compared to human brain, complete differentiation of grey and white matter for proton magnetic resonance spectroscopy was not possible so that the fraction from grey and white matter in the voxel of interest in the same brain region differ in between measurements. Absolute metabolite concentrations were not determined as correction for T1 and T2 effects involves excessively prolonged image acquisition times. Individual MAC and MIR were not determined. Main focus of this study was to evaluate dose dependent effects of the four investigated anesthetics on the brain. The MAC and MIR are primarily measures for anesthetic potency related to immobility in response to a maximal noxious stimulus [65, 66] . In contrast to unconsciousness, immobility is mainly mediated via spinal cord effects [67, 68] , therefore individual MAC and MIR values were not considered to be necessary for comparing anesthetic effects on the brain.
The injectable anesthetics were administered at incrementally increasing dose rate to try and avoid a possible period effect due to accumulation of drug, particularly at supra-clinical dose rates. Plasma concentrations, on average, for both alfaxalone and propofol increased with increasing infusion rates but individual patient variability was observed, leading to some overlap between plasma concentrations at middle and high infusion rates.
To the authors knowledge this study was the first study evaluating effects of commonly used anesthetics on cerebral metabolism in different regions of the canine brain.
Conclusion
Neither with isoflurane nor with sevoflurane elevated levels of cerebral lactate could be detected. For tNAA, choline, creatine, inositol and Glx only minor differences between treatments were seen. These differences seem to be without clinical relevance. The effect of other perianesthetically administered drugs like sedatives and analgesics on canine cerebral metabolites still need to be determined in further studies. 
